To identify GABAergic neuron specific genes, we hybridacquire their identity by the activity of particular geized cRNA samples of enriched GABAergic neurons netic programs [1]. The GABAergic nervous system in (n ϭ 5 replicates) and total cells (n ϭ 6) to oligonucleotide C. elegans [2] consists of 26 neurons that fall into six microarrays (Affymetrix). Focusing on genes primarily classes [3, 4]. Animals that are defective in GABAergic active in GABAergic neurons with background-level signeuron function and development display "shrinker" nal intensities in the reference, we calculated differential movement [5], abnormal foraging and defecation [4, log 2 ratios of average signal intensities per gene and 6]. Among the known shrinker genes, unc-25 and uncranked them to indicate expression in GABAergic neu-47 encode the GABA biosynthetic enzyme glutamic rons. These criteria yielded a list of ‫062ف‬ genes with a acid decarboxylase and vesicular transporter, respecthreshold of 3.0-fold differential expression (see Table  tively (Table 1) . These findings suggest contained the genes C55F2.2, oig-1, flp-13, and acr-14 that subtractive expression profiling with related neu-( Figure 2B ). The ventral cord expression pattern was rons as reference enhanced detection of cell specific reminiscent those of unc-25 ( Figure 2B) [27]. Similarly, we observed an enrichment of the 5Ј-TAATC(C)-3Ј consensus sequence in the promoter reIdentification of Potential UNC-30 Target Genes gions of UNC-30 target genes ( Figure 3A ). To filter out by In Vivo Expression Analysis nonconserved occurrences, we aligned cognate proIn unc-30 mutant animals, D neurons lack GABA and moter regions from C. briggsae and identified the conhave defects in axonal pathfinding and synaptic connecsensus WNTAATCHH ( Figure 3B ; Table S4 ). This contions, whereas other types of GABAergic neurons are sensus is significantly enriched in promoter regions of unaffected , and we identified three nAChR subunit genes, acr-9, seemed to be downregulated in unc-30 mutant background (Table 1) (Figures 2A and 2B ). These observations raise the possibility that they may mediate 4A). The mutant animals were largely normal in gross appearance and in cellular and synaptic morphology of synaptic input to these neurons. 
Summary

Genome-Wide Subtractive Gene Expression Analysis of GABAergic Neurons Neurons constitute the most diverse cell types and
To identify GABAergic neuron specific genes, we hybridacquire their identity by the activity of particular ge- Table  tively expressed genes demoted ( Table S1 according to their annotations. a Rank1 represents differential log 2 rankings derived from subtraction of total cells from GABAergic neurons. b Rank2, differential log 2 rankings derived from subtraction of acr-2-GFP-labeled neurons from GABAergic neurons. Both rankings were obtained from the raw data without data processing except reference signal intensities were set to 50 for background correction. c Fold differences in the level of endogenous transcripts between total RNA from N2 and unc-30(e191).
did not reveal detectable abnormality (data not shown), sequence conservation in C. briggsae cognate regions which could be due to insensitivity of neurons to RNAi to improve analysis [28] . The consensus sequence 5Ј- [25, 26] 
acr-12 encodes a protein that is homologous to verte-
We next assessed the function of acr-14 with mutant animals. acr-14(ok1155) is a 965 bp deletion within the brate ␣-type nAChR subunits [30] . By transcriptional GFP reporter analysis, acr-14 and acr-12 appear to be open-reading frame, which removes all transmembrane domains and thus is likely to be a null allele (Figure  expressed in D neurons (Figures 2A and 2B ). These observations raise the possibility that they may mediate 4A). The mutant animals were largely normal in gross appearance and in cellular and synaptic morphology of synaptic input to these neurons. 
